Immunoprecipitation and immunoblotting
Anti-IFN-α mAb clone MMHA-2 (6 µg) was diluted in 1 ml of EGM2-MV 
Real-time RT-PCR
Endothelial RNA was isolated with E.Z.N.A. Total RNA Kit (Omega Bio-tek, Inc., Norcross, GA, USA), 500 ng of RNA were reverse transcribed with oligo(dT) primers using the Superscript III First Strand Synthesis System (Invitrogen) and the generated cDNA was diluted 1:25 prior to PCR analysis. Stimulation with anti-IFN-α mAb MMHA-2 (6 µg/ml), TNFα (100 ng/ml) or rIFN-α 2a (100 pg/ml) was carried out for 4 and 8 hours. Cells were then harvested in 50 µl phosphate buffer and exposed to 3 cycles of freeze-thaw lysis. Samples The L929 assay was performed in a similar manner with the following exceptions. The media used was MEM with 10% FBS, 30000 cells were plated in 0.1 ml, the virus was added and the assay allowed to resolve for 24 hours and the standard used to calibrate the samples was murine IFN-alpha A calibrated versus the international standard for murine IFN-α (BEI Resources Ga02-901-511).
Antibody purification
All antibodies were purified from mouse ascites fluid. Two procedures were used.
A 2-step procedure consisting of ammonium sulphate precipitation and ion exchange chromatography was applied. The three step procedure used for later preparations involved the first two steps followed by hydrophobic charge induction chromatography. 
